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Interaction between Erythrocyte Plasma
Membrane and Silicate Dusts

by S. V. Singh,* P. N. Viswanathan* and Q. Rahmant

Lysis of erythrocytes in vitro leading to release of hemoglobin has often been used as a convenient
test system for predictive toxicological evaluation of noxious particulates encountered as pollutants in
occupational and environmental atmospheres. However, in spite of several studies with silica and sili-
cate dusts, the exact biochemical mechanism for membrane damage is not clear. Therefore, detailed
biochemical studies were conducted. Screening of a large number of fogitive dust samples indicated
that the dissolution of silica under assay cenditions has a qualitative relation to hemolytic potency.

The strong capacity of slate mine dust to cause hemolysis was studied in detail. The kinetics of 1ysis
indicated that on prolonged contact the adsorption of hemoglobin altered the lytic index. Coating of
dust with serum, albumin or pelyvinylpyerolidone (PVP) and some lipids reduced Iytic polency
markedly, while EDTA was ineffective. Altering the surface chemistry of dust by heating, alkali
treatment, washing with water, and acid washing redueed hemolysis in increasing order, Thus,
chemical interactinons between dusts and membrancs are invelved in hemolysis, and i may be con-
cluded that the interaction of dust constituents with biomembranes is one of the likely mechanisms
involved in the toxicity of particulate air pollulants.

Introduction

In predictive toxicological evaluation, suitable in
vitro model systems have a distinet advantage over
in vive systems because of their simplicity, because
they permit screening a large number of samples si-
multaneously under comparable conditions, and be-
cause of economy of time. Lysis of human erythro-
cytes in isotonic condition is one such system used
for understanding the relative toxicity of different
xencbiotics. The experience gained in different labo-
ratories (-4} clearly indicates a positive correlation
between hemolytic effect and cytotoxicity of various
dusts. The system has been extensively employed in
this laboratory to correlate the hemolytic potency of
different silicates with their biochemical effects in
tissue {5-8} and has greatly helped in understanding
the biochemical processes underlying the interaction
of dusts with biomembranes (9-12). The hemolytic
potential of a large number of dust samples has been
compared under the auspices of a large-scale Envi-
ronmental Protection Agency (EPA) screening proj-
ect. Slate dust from Mandsaur, India, had a high he-
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molytic potency. Also, occupations involving slate
dust are known to cause pheumoconiosis (13), and the
health problems associated with it have attracted
the attention in the public press. To the best of our
knowledge, there were no experimental reports re-
garding the cytotoxicity of the Indian variety of slate
dust. In the present report, the relation between the
solubility of slate dust with both hemolysis and the
RBC ghost memhrane was explored in physiological
media constituents in view of the solubility theory of
pathogenesis of pneumoconiosis (1G.17,14,15). Also,
the effects of various pretreatments on the solubility
of various components of the slate dust were
evalnated.

Hemolytic Index of Different Dust
Samples

The lysis of a 0.2% suspension of human erythro-
cytes in 0.01 M Tris HCI buffer, pH 7.35, in 0.15 M
NaCl, caused by different dusts in different amounts,
was measured (10). The time of incubation was 10
min for chrysotile to avold adsorption of hemoglobin
and 2 hr for other dusts. The concentration (mg/mL)
needed for 50% lysis was caleulated graphically and
expressed as the hemolytic index (HI). The data are
given in Figure 1. The Union Internationale Contre
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Fiitire 1. Relative hemolyiie index (HI) of various dusts: (1)

chrysotile, UICC sample (Canadian); {2} chrysotile, Indian
(Cuddappa mines); (3} chrysotile, UICC sample {(Rhodesian)
{4) chrysotile, Indian (Mohanlal Ganj, local asbestos fac-
tory); {9) fugitive dust (Mohanlal Ganj ai the time of load-
ing); (6) fugitive dust (Mohanlal Ganj, at the time of cutting
of ashestos sheetsh (7) slate dust, native: (8) slate dust (fu-
gitivel I, sample from Mandsaur slate industry: (9) slate
dust (fugitive} 11, sample from Mandsaur slate industry:
(10} slate dust, Acid-treasted; (11} slate dust, basetreated;
(12) slate dust, water-treated; {13) slate dust, heat-treated:
it4) slate dust, PYP-lreated: (1) slate dust. BSA-treated;
(18} state dust, EDTA treated; {17) slate dust, serum
treated: (18) mica; (19} hematite: (20) anthophyllite (Indiank
(21} tremolite (ULCC); (22} anthaphyllite (UICC); (23) amo-
site (UICC) (24} erocidolite (UICC); (25) kaolin; (26) actino-
lite {UICCR 127 quartz; (28) atiapulgite (35% < 5 uk; (29) At-
tapulgite (< 5 pl. Chrysotile particle size < 30 u; all the
other dusts < 5  or otherwise specified. HI = amounti of
the dust {in mg! needed for 50% hemolysis of 0.2% RBC in
120 min {except chrysotile, where it is 10 min),

le Cancer (UICC) reference sample of chrysotile dust
showed' the highest hemolytic potential (1.2 mg/mL
causing 50% lysis). An Indian variety of chrysotile,
collected from Cuddappa District, Andhra Pradesh,
India, and some chrysotile used in a local asbestos ce-
ment factory (U.P. Asbhestos Cement Co., Rai Bareil-
ly, Uttar Pradesh, India), as raw material or collected
in the same factory at different places, had a compa-
rable lytic index. Slate dust was also highly lytic. The
lytic effect of native kaolin was also as powerful as
chrysotile and slate, while quartz was about half as
effective. Attapulgite (sample developed as a safe
contact insecticide and supplied by Regional Re-
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Ficure 2. Hemolytic dose-response to slate dust. The re-
sponse is approximately linear up to 4 mg/mL and in-
creases up to 7.5 mg/mL after 2 hr of incubation.

search Laboratory, Hyderabad, India), actinolite and
tremolite had membrane toxicity somewhat less
than that of quartz. The hemolytic potential
(HP = JHI) of hematite and the Indian variety of
anthophyliite and mica were low.

Studies on Slate Dust-Induced
Hemolysis

Effect of Dust Concentration on Lytic
Activity

In Figure 2, the lytic activity with different native
slate dust concentrations is recorded. Hemolytic ac-
tivity inereased up to 7.5 mg; beyond this there was a
slow decline. From these data, it follows that 1.5
mg/mL of dust caused 50% lysis, and the lytic index
actually was 666 units/g dry dust. At higher concen-
trations the activity was less, due io increased
chanees of hemoglobin adserption.

Effect of Time on Lytic Activity

At all dust concentrations, the rate of lysis was
rapid up to 30 min and then slowed until 60 min. Un-
like the situation at 5 and 10 mg/mL levels, beyond
60 min hemoglobin release was very much de-
creased, presumably due to adsorption of hemoglo-
bin on the dust.

The influence of varying both time and concentra-
tion is summarized in Figure 3.
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Fiiure 3. Time-dependent hemolytic response to slate dust.
At 5 mg/mL the response can be seen to increase up to 120
min. Al 10 and 15 mg/mL the response can be scen Lo pla-
teau in 30 min.
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Fiiunk 4. Silicon dissolved irom slate dust in physiological
media. The silicon coacentration rose most dramatically in
the [irst incubation day, and was greatest in serum,

Studies on the Solubility of Slate
Dust

Dissolution of Silica

In view o. the importance of solubility in exerting
toxic effect, dissolution of silicic acid in physiological
conditions was studied in vitre according to a meth-
od adopted earlier (7). Silica was estimated by the mi-
crospectrophotometric adaptation of the method of
King et al. (16). The solubility of silica eluted from
slate dust in serum, King's Ringer buffer, and Vero-
nal buffer at different time intervals is recorded in
Figure 4.

In all three media, the dissolution of silicic acid in-
creased with the period of incubation rapidly in the
first 24 hr and more slowly later on. Moreover, at all
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Ficurk 5. Silicon dissolved from slate dust in Ringer's buffer
as a function of slate dust concentration. The amount of
silicon dissolved plateaus at a concentration of 7.5 mg/mL
after 15 days incubation.

the stages, the solubility in serum was much higher
than in the buffers.

The data shown in Figure 5 indicate that the solu-
bility in King’s Ringer buffer did not increase in pro-
portion when the concentration of dust was in-
creased. The reason for this could be due to the
solution reaching saturation under the experimental
conditions or to polymerization of the silicic acid. At
pH values above 7.0, the chances of hydroxide for-
mation of the cations on the dust surface to reduce
solubility and at higher dust surface/solvent ratios,
this possibility increases.

Dissolution of Magnesium

The ability of three solvents to elute magnesium
{Mg) from dust, as determined by atomic absorption
spectrophotometry, is represented in Figure 6. Dis-
solution of Mg in King's Ringer and Veronal buffer
was low but increased gradually as the period of in-
cubation was extended. With serum, the rate of dis-
solution was much more rapid, and after 6 days, the
Mg dissolved in serum was almost 4-fold that dis-
solved in buffer.

Adsorption of Serum Protein on Dusts

During the solubility studies in serum, it was
found that at 1 and 2 days post-incubation, 20 mg of
dust adsorbed 6.8 and 26.4 mg proteins from 4.0 mL,
serum. At 4 days, the adsorption was similar to that
at 2 days, indicating saturation of sites on dust sur-
face. Protein measurement was performed by the
method of Lowry et al. (17).



58 SINGH, VISWANATHAN AND RAHMAN

oo

5.0_ 0//
=E °/ o—o Serum
B 407 »—as Veronal acetate byfer
EY
- — King's ti
3.0 ing’s ringer buffer
@
E a0l ¢ .
‘; . l—————'——‘-:-—__________:__= *
- »—_—
z ol /=
"
T T T T T T T A
1 2 3 4 5 6 7 8 15
Time of Incubation (days)
FiGURE 6. Magnesium dissolved from slate dust in physiolog-

ical media. The dissolution in serum can be seen io be
much greater than that in the buffers tested.

Effect of Coating of Dust Surface on
Hemolysis

A 50 mg portion of dust was separately preincu-
bated with 2 mg of bovine serum albumin, 2 mL
EDTA (M x 107 pH 7.4) and 2 mL serum for 3 hr
at 37°C and with various lipids (35.5 mg of each
lipid) at 37°C for 24 hr with constant shaking. The
dust was recovered by centrifugation, and 0.2% sus-
pension of erythrocytes was added.

From the data recorded in Table 1, it is seen that
plasma and albumin reduced the hemolytic ability of
native dust by 88 and 83%, respectively. Under
physiological conditions, coating with PVP was also
effective in reducing the hemolytic activity about
70%. Lecithin and sphingomyelin reduced slate
dust-induced hemolysis 60 and 50%, respectively.
These treatments reduce hemolysis only, but did
not affect the time course of reaction. Pretreatment
with EDTA did not cause any effect on lysis.

Effect of Acid, Alkali and Heat Treatment

The hemolytic effect of pretreatment of 100 mg
dust with 5.0 mL 0.1 N HCI or with 0.1 N NaOH at
37°C for 24 hr, followed by exhaustive washing and
drying on its lytic property, is summarized in Table
2. Data for dust heated at 600°C for 2 hr and ex-
haustively washed with water are also given for
comparative purposes.

Heat treatment did not affect the hemolysis; the
values were more or less similar to that of native
dust. Exhaustive washing with water reduced
hemolysis, apparently due to the removal of active
components by solubilization, thereby altering sur-
face structure and charge. Alkali treatment caused
reduction in hemolytic ability, even though it was

Table 1. Effect of coating of dust surface on hemolysis.

Hemolysis,
No. Treatment %
1 Normal dust 72.8
2 PVP-treated dust 22.8
3 BSA-treated dust 11.4
4 EDTA-treated dust 72.8
5 Serum treated 7.1
6 Sialic acid 71.8
7 Cholesterol 701
8 Choline chloride T0.8
9 Lecithin 28.5
10 Sphingomyelin 38.5

Table 2. Efiect of acid, alkali, water and heat treatment
on hemolysis.

Hemolysis,
No. Treatment %
1 Normal slate dust 70.2
2 Acid-treated 307
3 Alkali-treated 58.9
4 Water-ireated 474
5 Heal-treated 69.2

less effective than exposure to water. Alkali treat-
ment may cause the formation of a protective metal-
lie hydroxide layer on dusts reducing rate of disso-
lution (7). This view is supported by the observa-
tion that, whereas alkali treatment caused only re-
moval of 3.3 ug Si/mL, water extracted 364 pg/mL
of Si. Acid treatment led to 1136 ug/mL loss of Si
from 100 mg of dust in 50 mL medium. Simultan-
eously, the hemolytic effect was also markedly
reduced by acid treatment to less than 50% that of
the untreated form. Acid treatment could favor Si
dissolution by removal of eations. Thus, alterations
in the physicochemical properties, especially Si
content and the structure, could reduce the lytic
effect.

Erythrocyte Ghost Membrane

To elucidate the membrane, changes may be re-
sponsible for hemolysis. Erythrocyte ghost mem-
brane was prepared according to Dodge et al. (18).
The chemical composition of ghost cells prepared by
hypotonic shock alone and after dust treatment indi-
cated significant differences in protein phospho-
lipids, sialic acid, and glucosamine contents (Table 3)
showing changes in the membrane with dust treat-
ment.

Discussion

The various particulate pollutants screened for
membrane toxicity differed markedly in their hemo-
lytic potential, indicating probable variations in
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Table 3. In vitre studies on ghest membrane.

Silica content ugimg protein

Carbohydrate content ugimg prolein

Total
phospholipid
estimated as
P; liberated

Protein TCA TCA Glucos- Sialie Glucuronic  mg/f mgimg

mg/mL Sup ppt amine acid acid mb protein
Control 6.4 0.82 0.0 0.0143 0.0098 0.0075 3.0 0.468
Experimental 5.09 2.5 5.2 0.0054 0.0182 0.0072 1.45 0.284

relative toxicity. Chrysotile was among the most ly-
tic, the Indian sample being as effective as its inter-
national counterparts (79, 20). Since the samples col-
lected from a local asbestos factory also showed
similar potency as the native dust, the changes of
oceupational hazard on prolonged inhalation are in-
dicated. The hemolytic potentials for other dusts
were generally of a lower magnitude. Slate mine
dusts from Mandsaur showed very powerful hemo-
Iytic activity and, therefore, may be potentially
toxie.

Even though the hemolytic potential of slate dust
was ecomparable to that of chrysotile, the pattern of
lysis seemed to differ in a few respects. Slate-in-
duced lysis, unlike chrysotile, was unaffected by
EDTA and heat treatment, but partially reduced by
PVP. Apparently, these treatments affect both
dusis differently due to differences in chemical and
physical properties. The target molecules involved
in membrane damage may be different. Since coat-
ing of slate dust with serum or albumin caused a
gradual deerease in the lysis, chemical interaction
with the dust surface may be involved. The adsorp-
tion of protein on slate dust also supports this. Fur-
ther, this observation raises the possibility as to
what proteincoated dust, simifar to ashestos bodies,
could be detected in the sputum of slate workers.

Dissolution of silica in human serum from slate
dust was of high magnitude. Earlier studies with
various silicate dust showed that solubility is one of
the factors involved in toxic effects, especially in
vitro hemolysis and cytotoxicity {9). As with these
silicates {6), treatment of the slate dust altered both
solubility and Iytic potential in a paraliel manner.
Thus, silicic acid could be a factor involved in the
lysis by slate, as in the case of quartz (21).

Because of surface change in the ghost mem-
brane, it seems that carbohydrate moieties are the
sites of action in the increased hemolysis with slate
dust in agreement with the views of Harington (20).

It may be concluded that the interaction of solu-
ble dust constituents, rather than the fiber itself,
with erythrocyte membrane, its carbohydrate com-
ponents and specific proteins, deserves more de-
tailed study for the elucidation of the molecular
mechanism of toxicity of particulate air pollutants.

This investigation was supported by the Environmental
Protection Agency under Project Grant PR1503.2

We wish to thank Dr. Angelo Turturro for his help in the
preparation of this mapuscript.

REFERENCES

1. Harington, J. §., Allison, A. C., and Badami, D. V. Mineral
fibers: chemieal, physiochemical, and biological proper-
ties. Adv. Pharmacol. Chemotherap, 12: 201-409 (1974),

2. Desai, R., Hext, P., and Richards, J. R. The prevention of
ashestos-induced hemolysis. Life Sei. 16: 1931-1938 (1975}

3. Schnitzer, R. J., and Pundsack, F. L. Asbestos hemolysis.
Environ. Res. 3: 1-13 (1970),

4, Hunt, J., Pooly, D. F., and Richards, J. R. Biological reac-
tivity of calcium silicate composites: in vitre studies. En-
viron. Res. 26: 51-68 (1981).

5. Rahman, Q., Beg, M. U, Viswanathan, P. N., and Zazidi,
8. H. Solubility of kaolin, tale, and mica dusts under physi-
ological conditions. Environ. Physiol. Biochem. 3: 286-294
11973).

6. Rahman, Q., Narang, S., Kaw, J. L., and Zaidi, 5. H. As-
bestos induced hemolysis in relation to its silica solubility.
Environ, Physiol. Biochem. 4: 284- 288 (1974).

7. Rahman, Q., Viswanathan, P. N., and Tandon, 8. K. Disso-
fution of three varieties of asbestos dusts in physiological
fluids. Work Environ. Health 11: 39-42 (1974).

8. Rahman, Q., Beg, M. U., Viswanathan, P. N., and Zaidi,
8. H. Dissolution of silicic acid .from amosite and quartz
dust under physiological conditions. Scand. J. Work Envi-
ron, Hith 1: 117-119 (1975),

9. Rahman, Q., Viswanathan, P. N,, and Zaidi, 8. H. Some
new perspectives on the biological effects of asbestos. En-
viron. Res. 14: 487-498 (1977).

10. Rahman, Q., Viswanathan, P, N, and Zaidi, S. H. Biomem-
brane as Loci of Action of Toxic Inhaled Particulates. In:
National Symposium on Biological Membranes and Model
Systems. Nimhans Publications, Bangalore, India, 1977, p.
43.

11. Rahman, Q. Chemical aspects of the toxicity of silicates. J.
Sei. Ind. Res. 36: 313-322 (1977).

12. Rahman, Q., Khatoon, N., and Viswanathan, P. N. Envi-
ronmental significance of protein silicon binding. Paper
presented at XI International Congress on Biochemistry,
Toronto, Canada, 1979.

13. Hunter, D. In: Diseases of Occupation, 4th ed. The En-
glish University Press, London, 1969, pp. 100%-1100.

14. Holt, P. F. In: Pneumoconiosis. Edward Arnold, London,
1957, pp. 52-61, 143- 159.

15. Rahman, Q., Viswanathan, P. N., and Zaidi, 5. H. Effect of
silicic acid and polyvinyl pyrrolidone on lysosomal ribonu-
clease of rat lungs. Toxicol. Appl. Pharmacol, 38: 471-478
(1976).

16. King, E. J., Stacy, V. D, Holt, P. F., Yates, D. M. and
Pickles, D. The colorimetric determination of silicon in the



60

17.

18.

SINGH, VISWANATHAN AND RAHMAN

microanalysis in biological and mineral dusts. Analyst. 80:
441-453 (1955).

Lowry, Q. H., Rosebrough, N. J., Farr, A. L., and Randall,
R. J. Protein measurement with folin phenol reagent. J.
Biol. Chem. 193: 265-275 (1951}

Dodge, J. T., Mitchell, C., and Hanahan, D. J. The prepa-
ration and chemical characteristics of hemoglobin free
ghosts of human erythroeytes. Arch. Biochem. Biophys.
100: 119-130 (1983).

19.

20,

21.

Secchi, G. C., and Rezzonico, A. Hemolytic activity of as-
bestos dust. Med. Lav. 59: 1-5 (1968).

Harington, J. 8. Chemical factors (including trace retals
as etiological mechanismsl. In: Biological Effects of As-
bestos (P. Bogovski, J. 8. Gilson, V. Timbrell and J. C.
Wagner, Eds.), No, 8, [ARC Scientific Publivations, IARC,
Lyon, 1873, pp. 304-311.

Macnab, G. M., and Harington, J. S. Hemolytic activity
of asbesios and other minerat dusts. Nature 214: 522-523
(1967).



